12 United States Patent

Minami et al.

US008236575B2

US 8.236,575 B2
Aug. 7, 2012

(10) Patent No.:
45) Date of Patent:

(54)

(75)

(73)

(%)

(21)

(22)

(86)

(87)

(65)

(30)

Nov. 22, 2007

(1)

(52)

(58)

CARRIER FOR ANALYSIS OF AN ANALY'TE
AND PROCESS FOR PRODUCING THE SAME

Inventors: Koichi Minami, Ashigarakami-gun (JP);

Hirohiko Tsuzuki, Ashigarakami-gun
(IP)

Assignee: FUJIFILM Corporation, Tokyo (JP)

Subject to any disclaimer, the term of this

patent 1s extended or adjusted under 35
U.S.C. 154(b) by 141 days.

Notice:

Appl. No.: 12/744,311

PCT Filed: Now. 21, 2008

PCT No.: PC'1/JP2008/003434

§ 371 (c)(1),

(2), (4) Date: May 21, 2010

PCT Pub. No.: W02009/066469
PCT Pub. Date: May 28, 2009

Prior Publication Data

US 2010/0290954 A1l Nov. 18, 2010
Foreign Application Priority Data

0120 NS 2007-303026

Int. CL.
GOIN 33/543 (2006.01)

US.CL ... 436/518; 435/7.1;, 436/501; 436/524;
436/525; 436/526; 436/527; 436/528; 436/529;
436/530; 436/531; 436/532; 436/535; 422/68.1;

422/69

Field of Classification Search ................. 422/68.1,
422/69; 435/501, 528-535, 547; 436/7.1,

436/7.5-7.9,7.92, 7.94
See application file for complete search history.

(56) References Cited

U.S. PATENT DOCUMENTS

3,996,345 A * 12/1976 Ullmanetal. ................ 436/537
6,689.574 Bl 2/2004 Cummings

2007/0087195 Al 4/2007 Meyer et al.

2008/0261829 Al* 10/2008 Harveyetal. ................... 506/13

FOREIGN PATENT DOCUMENTS

JP 2001-519525 A 10/2001
JP 2002-311031 A 10/2002
JP 2006-138656 A 6/2006
JP 2007-040834 A 2/2007
JP 2007-523754 A 8/2007
JP 2008-083042 A 4/2008
(Continued)
OTHER PUBLICATIONS

Extended European Search Report Mar. 17, 2011; Appln. No.
08851758.6-1223/2224241.

(Continued)

Primary Examiner — Melanie ] Yu
Assistant Examiner — Erik B Crawtord

(74) Attorney, Agent, or Firm — Sughrue Mion, PLLC

(57) ABSTRACT

A first reactant, which 1s provided with a reaction site for
specific binding with an analyte, and a fluorescent label site,
and a second reactant, which 1s provided with a reaction site
for specific binding with the analyte, and a fluorescence rec-
ognition site for recognizing fluorescence produced by the
fluorescent label site of the first reactant, are respectively
fixed onto a support such that the first reactant and the second
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CARRIER FOR ANALYSIS OF AN ANALY'TE
AND PROCESS FOR PRODUCING THE SAMLEL

TECHNICAL FIELD

This invention relates to a carrier for analysis of an analyte,
wherein fluorescence resonance energy transier 1s utilized.
This invention also relates to a process for producing the
carrier for analysis of an analyte.

BACKGROUND ART

Heretofore, as techniques for detecting a protein, immuno-
logical analysis techniques utilizing an antibody with respect
to the protein have been utilized widely. For example, with an
ELISA technique, an object protein 1s quantitatively analyzed
with a high sensitivity. Also, with a Western blotting tech-
nique, excellent separation competence of electrophoresis
and high specificity of an antigen-antibody reaction are com-
bined with each other, and a specific protein 1s thereby
detected from a protein mixture. Further, in cases where a
labeled antibody 1s caused to act upon a tissue sample, a
localized state of an object protein within a tissue or within a
cell 1s observed.

However, with the immunochemistry techniques described
above, 1t 1s necessary to perform complicated operations,
such as an antibody binding operation and a subsequent wash-
ing operation.

As techniques for observing movement of a protein within
an organism, techniques utilizing various fluorescent pro-
teins, typically a green fluorescent protein (GFP), have been
known. The fluorescent proteins may be formed within an
organism by genetic engineering and are therefore useful for
observation of the localized state of an endogenous protein
within a tissue or within a cell and the movement of the
endogenous protein.

However, with the atoresaid techniques utilizing the fluo-
rescent proteins, the object protein must be formed within the
viable cell 1n the form having previously been fused with the
fluorescent protein, and 1t 1s not always possible to visualize
an exogenous antigen within the cell.

Various studies have been conducted for solving the prob-
lems described above. For example, a fluorescence resonance
energy transier technique, or the like, 1s often utilized for
analysis of spatial close positions of labeled biomolecules or
molecule groups in a biological system. The fluorescence
resonance energy transier technique 1s useful as means for
verification with respect to various biological reactions or
interactions, which are objects of interest, such as a protein-
protein interaction, an antigen-antibody reaction in an
immune reaction, a receptor-ligand interaction, hybridism of
nucleic acid, and binding of a protein to nucleic acid.

In patent literature 1, a technique 1s described, wherein an
immunological analysis reagent containing an antigen and an
antibody, which have been joined together by a linker and

have respectively been labeled with fluorescent substances, 1s
used, and wherein detection 1s made on a real time basis in
accordance with a competitive reaction with an exogenous
antigen. It 1s described that, with the immunological analysis
reagent described above, 1n cases where the competing exog-
enous antigen 1s not present, the fluorescence resonance
energy transier (FRET) arises due to the formation of an
antigen-antibody complex. It 1s also described that, in cases
where the competing exogenous antigen is present, since the
competing exogenous antigen 1s bound with the antibody and
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since the FRET does not arise, the presence or absence of the
exogenous antigen 1s detected quickly and 1n a simple man-
ner.

However, with the technique described 1n patent literature
1, wherein the antigen-antibody complex 1s not fixed by a
support, the problems occur 1n that a washing operation 1s not
capable of being performed, and that the immunological
analysis reagent diffuses and flows out little by little 1n an
unclosed space. Therefore, the immunological analysis
reagent 1s capable of being utilized only one time, and 1t 1s not
always possible to use the immunological analysis reagent in
applications 1n which the immunological analysis reagent 1s
to be utilized repeatedly. Also, since the detection with the
competition technique i1s made, the sensitivity 1s apt to
become bad and 1s not sufficient for the detection of a trace
quantity of the antigen. Further, the competition technique,
wherein an analysis 1s made by later adding a different
reagent, 1s not suitable for the analysis, for example, within
the organism. Furthermore, 1n cases where two kinds of reac-
tants are joined together via a linker as in the technique
described 1n patent literature 1, the problems occur 1n that,
since the linker must be designed at the time of every joining
operation such that the reactants may act efficiently, antigen
tflexibility 1s lost, and the production cost becomes high. For
repetitive utilization, the linker may be removed, and the two
kinds of the reactants may be separated from each other and
merely fixed to the support. In such cases, the distance
between a YFP acting as a first luminous substance and a CFP
acting as a second luminous substance 1s not capable of being
rendered close. IT a fixation quantity of the YFP and the
fixation quantity of the CFP are increased for rendering the
YFP and the CFP close to each other, the problems will occur
in that the large quantity of the YFP and the large quantity of
the CFP become close to each other, and 1n that a signal-to-
noise ratio becomes markedly low.

As a technique for fixing an antigen onto a solid layer by
the utilization of the antigen-antibody reaction, a technique
referred to as molecular imprinting i1s disclosed 1n, for
example, patent literature 2. Specifically, it 1s described that a
molecular imprint gel 1s obtained with processing, wherein a
complex ol a monomer or a polymer, into which a ligand with
respect to an object molecule has been introduced, and the
object molecular are subjected to a reaction with a polymeric
crosslinking agent, where a gel containing a complex of the
ligand and the object molecule 1s thereby prepared, and
wherein the object molecule 1s then removed from the gel.
Also, 1t 1s disclosed that, 1n cases where an AFP acting as an
antigen 1s added to a gel carrier, which contains an anti-AFP
antibody and lectin, the gel contracts due to the binding of the
ant1-AFP antibody and lectin with the AFP. It1s described that
the presence of the AFP (the object molecule) 1s detected in
accordance with the swelling and the contraction of the gel.

However, since the antigen-antibody complex 1s fixed to
the support by polymerization, in order for the antigen to
arrive at the antibody, the antigen must enter into the
crosslinked gel matrix structure. Therefore, a long time 1s
required before the antigen and the antibody undergo the
reaction. In order for the substance to be recognized reliably,
the antigen 1n a markedly high concentration must be brought
into contact with the antigen-antibody complex for a length of
time ranging from two hours to four hours. Also, for the same
reasons, at the time of washing and removal of the antigen, the
antigen 1s not capable of being removed elliciently, and
response characteristics are apt to become bad. Therefore, in
cases where the fluorescence resonance energy transier tech-
nique 1s applied to the molecular imprinting technique
described above, since an alteration in distance between a
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fluorescent label site and a fluorescence recognition site for
recognition of the fluorescence, which i1s produced by the
fluorescent label site, 1s markedly slow, the problems occur 1n
that the fluorescent label site and the fluorescence recognition
site are always 1n a close state as for a short length of time (for
example, a length of time of approximately five minutes), 1n
that an alteration 1n fluorescence intensity 1s thus not capable
of being analyzed, and in that the detection 1s not made
quickly and with a high sensitivity.
Patent literature 1:

Japanese Unexamined Patent Publication No. 2007-40834
Patent literature 2:

Japanese Unexamined Patent Publication No. 2006-
138656

DISCLOSURE OF INVENTION

Problems which the Invention Aims at Solving

As described above, none of the aforesaid techmiques pro-
vides a carrier suilicient as a carrier for analysis of an analyte,
which carrier enables an object molecule to be analyzed
quickly with a high sensitivity and in a simple manner, and
which carrier 1s usable repeatedly even after a washing opera-
tion.

Also, inthe cases ofuse of a carrier as a biosensor, there has
been a strong demand for a process for producing a carrier for
analysis of an analyte, which process has a high flexibility 1n
application from a view point of a production cost.

In view of the above circumstances, the object of the
present invention 1s to provide a carrier for analysis of an
analyte, which carrier enables an analyte to be detected
quickly with a high sensitivity and 1n a simple manner by use
of tluorescence resonance energy transier, chemical amplifi-
cation type luminescence, or the like, on a solid layer without
a competitive reaction being used, and which carrier 1s usable
repeatedly even after a washing operation.

Another object of the present invention 1s to provide a
process for producing a carrier for analysis of an analyte,
which process enables the carrier for analysis of an analyte to
be produced with a high flexibility in application and effi-
ciently without a linker design being required.

Means for Solving the Problems

The present mnvention provides a carrier for analysis of an
analyte, comprising:

1) a support,

11) a first reactant, which 1s provided with:

a reaction site for specific binding with an analyte, and

a fluorescent label site, and

111) a second reactant, which 1s provided with:

a reaction site for specific binding with the analyte, and

a fluorescence recognition site for recognizing fluores-

cence produced by the fluorescent label site of the first
reactant,

the first reactant and the second reactant being respectively
fixed onto the support such that the first reactant and the
second reactant have a positional relationship adapted for the
binding with the analyte.

The carrier for analysis of an analyte in accordance with the
present invention should preferably be modified such that a
polymer layer 1s formed on the support, and the first reactant
and the second reactant are fixed onto the support via the
polymer layer. The polymer layer should preferably have a
layer thickness falling within the range of 1 nm to 0.5 mm.
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Also, the carrier for analysis of an analyte 1n accordance
with the present invention should preferably be modified such
that the polymer layer 1s fixed onto the support via a seli-
assembled monolayer. The self-assembled monolayer should
preferably have a layer thickness falling within the range of
0.2 nm to 10 um.

The polymer layer should preferably be a polysaccharide
layer.

Further, the carrier for analysis of an analyte 1n accordance

with the present invention should preferably be modified such
that each of the first reactant and the second reactant i1s
selected from the group consisting of an antibody and an
analyte-binding fragment. Furthermore, the carrier for analy-
s1s of an analyte in accordance with the present mvention
should preferably be modified such that the fluorescent label
site of the first reactant 1s selected from the group consisting
of a fluorescent dye and fluorescent protein. Also, the carrier
for analysis of an analyte in accordance with the present
invention should preferably be modified such that a reaction
occurring between the fluorescent label site of the first reac-
tant and the fluorescence recognition site of the second reac-
tant 1s tfluorescence resonance energy transier. Further, the
carrier for analysis of an analyte in accordance with the
present invention should preferably be modified such that the
analyte 1s an antigen.

The carner for analysis of an analyte 1n accordance with the
present invention 1s appropriate as a carrier for use as a bio-
sensor or a bioreactor.

The present invention also provides a process for produc-
ing a carrier for analysis of an analyte, comprising the steps
of:

1) allowing an analyte, a first reactant, and a second reactant
to react with one another,

the first reactant being provided with a reaction site for

specific binding with the analyte, and a fluorescent label
site,

the second reactant being provided with a reaction site for

specific binding with the analyte, and a fluorescence
recognition site for recogmzing tluorescence produced
by the fluorescent label site of the first reactant,

a binding product of the first reactant, the analyte, and the

second reactant being obtained from the reaction, and

11) imparting the binding product to a surface of a support,
whereby the first reactant and the second reactant are respec-
tively fixed to the surface of the support.

The process for producing a carrier for analysis of an
analyte 1n accordance with the present invention should pret-
erably be modified such that, after the first reactant and the
second reactant have been respectively fixed to the surface of
the support, the analyte 1s removed from the binding product.

Also, the process for producing a carrier for analysis of an
analyte 1n accordance with the present invention should pret-
erably be modified such that the removal of the analyte from
the binding product 1s performed under conditions such that
the binding of the analyte 1s weakened.

Eftects of the Invention

The carner for analysis of an analyte 1n accordance with the
present invention comprises: (1) the support, (1) the first reac-
tant, which 1s provided with the reaction site for the specific
binding with the analyte, and the fluorescent label site, and
(1) the second reactant, which 1s provided with the reaction
site Tor the specific binding with the analyte, and the fluores-
cence recognition site for recognizing the fluorescence pro-
duced by the fluorescent label site of the first reactant,
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the first reactant and the second reactant being respectively
fixed onto the support such that the first reactant and the

second reactant have the positional relationship adapted for
the binding with the analyte.

Therefore, with the carrier for analysis of an analyte in
accordance with the present invention, 1n cases where a wash-
ing operation 1s performed on the carrier, there 1s no risk of the
first reactant and the second reactant tlowing out from the
carrier.

Also, with the carrier for analysis of an analyte 1n accor-
dance with the present mvention, the first reactant and the
second reactant are respectively provided with the reaction
sites for the specific binding with the analyte and are respec-
tively fixed as two independent reactants onto the support
such that the first reactant and the second reactant have the
positional relationship adapted for the binding with the ana-
lyte. Therelore, in cases where the analyte 1s present, the first
reactant and the second reactant quickly and easily undergo
the binding with the analyte. At the time at which the first
reactant and the second reactant recognize the analyte, the
eificiency, with which the fluorescence 1s recognized, alters.
Therefore, by the analysis of the alteration quantity of the
fluorescence recognition efficiency, the concentration of the
analyte 1s analyzed accurately and in a simple manner. Also,
since the first reactant and the second reactant are fixed to the
support, 1 cases where the washing operation 1s performed
on the carrier, diffusion and tlowing out of the first reactant
and the second reactant do not arise, and the repeated analysis
becomes possible.

Further, with the carrier for analysis of an analyte 1n accor-
dance with the present invention, wherein the detection 1s
made with the technique other than the competition tech-
nique, a trace quantity of the analyte 1s analyzed with a high
sensitivity. Furthermore, it 1s sufficient for the first reactant
and the second reactant to be respectively provided with the
reaction sites for the specific binding with the analyte, and the
linker designing for every analyte as in patent literature 1 need
not be performed. Also, with respect to the labeling with a
fluorescent substance, processing wherein an 1dentical mol-
ecule 1s labeled with the fluorescent substance or the fluores-
cence recognition substance, selectively, need not be per-
formed. Therefore, with the carrier for analysis of an analyte
in accordance with the present invention, the first reactant and
the second reactant need not be joined by a linker. Accord-
ingly, the carrier for analysis of an analyte in accordance with
the present invention 1s applicable to every antigen-antibody
combination. Further, labeling operations may be performed
as independent operations. Thus the carrier for analysis of an
analyte 1 accordance with the present invention has the
advantages 1n that the flexibility 1s markedly high, and the
producibility 1s excellent.

BEST MODE FOR CARRYING OUT TH.
INVENTION

L1

The present mvention will hereinbelow be described in
turther detail with reference to the accompanying drawings.
FIG. 1 1s a schematic explanatory view showing an embodi-
ment of the carrier for analysis of an analyte 1n accordance
with the present invention. As illustrated 1n FI1G. 1, the carrier
for analysis of an analyte 1n accordance with the present
invention comprises a first reactant 4, which 1s provided with
a reaction site 2 for specific binding with an analyte, and a
fluorescent label site 3. The carrier for analysis of an analyte
in accordance with the present mvention also comprises a
second reactant 7, which 1s provided with a reaction site 5 for
specific binding with the analyte, and a fluorescence recog-
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nition site 6 for recognmzing the fluorescence produced by the
fluorescent label site 3 of the first reactant 4. The first reactant
4 and the second reactant 7 are respectively fixed onto a
support 11 such that the first reactant 4 and the second reac-
tant 7 have a positional relationship adapted for the binding
with one piece of the analyte. Specifically, a silane coupling
layer 12 and a hydrogel 13 are formed 1n this order on the
support 11, and the first reactant 4 and the second reactant 7
are respectively fixed to the hydrogel 13.

In the embodiment 1llustrated 1n FI1G. 1, the silane coupling
layer 12 and the hydrogel 13 are formed 1n this order on the
support 11, and the first reactant 4 and the second reactant 7
are fixed to the hydrogel 13. In accordance with the material
of the support 11, the silane coupling layer 12 and the hydro-
gel 13 may not be formed on the support 11. Alternatively,
only either one of the silane coupling layer 12 and the hydro-
gel 13 may be formed on the support 11.

The fluorescent label site 3 of the first reactant 4 and the
fluorescence recognition site 6 of the second reactant 7, which
site recognizes the fluorescence produced by the fluorescent
label site 3 of the first reactant 4, are the sites between which
the fluorescence resonance energy transier occurs. The fluo-
rescence resonance energy transier 1s the phenomenon, in
which excitation energy transiers between two fluorescent
dyes varying 1n excitation wavelength (i.e., between the fluo-
rescent label site 3 of the first reactant 4 and the fluorescence
recognition site 6 of the second reactant 7). Also, the first
reactant 4 and the second reactant 7 are respectively fixed
onto the support 11 such that the first reactant 4 and the
second reactant 7 have the positional relationship adapted for
the binding with the analyte. Therefore, in cases where the
reaction site 2 of the first reactant 4 and the reaction site S of
the second reactant 7 have been bound with the analyte, the
fluorescent label site 3 of the first reactant 4 and the fluores-
cence recognition site 6 of the second reactant 7 become close
to each other and take the positions spaced by a close distance
that allows the fluorescence resonance energy transier to
OCCUL.

The aforesaid fluorescence resonance energy transier will
further be described with reference to FIG. 2. FIG. 2 1s a
schematic explanatory view showing a state, in which a first
reactant and a second reactant have been bound with an
analyte 1n the embodiment of FIG. 1. In FIG. 2 (and those that
follow), similar elements are numbered with the same refer-
ence numerals with respect to FIG. 1. Explanations for the
similar elements will hereinbelow be omitted 1n so far as the
explanations are not necessary particularly. In cases where an
analyte 1 1s added to the carrier for analysis of an analyte
illustrated in FI1G. 1, the reaction site 2 for the specific binding
with the analyte 1, which reaction site 1s of the first reactant 4,
and the reaction site 5 for the specific binding with the analyte
1, which reaction site 1s of the second reactant 7, respectively
undergo the specific binding with the analyte 1. Therefore, the
fluorescent label site 3 of the first reactant 4 and fluorescence
recognition site 6 of the second reactant 7 become close to
cach other, and the fluorescence resonance energy transier
occurs between the fluorescent label site 3 of the first reactant
4 and fluorescence recognition site 6 of the second reactant 7.
As aresult, the fluorescence produced by the fluorescent label
site 3 of the first reactant 4 decreases, and the fluorescence at
the tluorescence recognition site 6 of the second reactant 7
increases. Therefore, by observation of an alteration 1n fluo-
rescence itensity before the analyte 1 1s added and after the
analyte 1 has been added, the detection (the analysis) of the
analyte 1 1s made.

In the embodiment described above, the reaction occurring,
between the fluorescent label site 3 of the first reactant 4 and
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fluorescence recognition site 6 of the second reactant 7 1s the
fluorescence resonance energy transier. However, the reac-
tion occurring between the fluorescent label site 3 of the first
reactant 4 and fluorescence recognition site 6 of the second
reactant 7 1s not limited to the fluorescence resonance energy
transier and may be, for example, chemical amplification
type luminescence, wherein the first reactant excites an oxy-
gen molecule, and wherein the recognition site of the second
reactant 1s caused to emuit light by singlet state oxygen.

An embodiment of the process for producing a carrier for
analysis of an analyte in accordance with the present mven-
tion will be described hereinbelow with reference to FIG. 3.
The carrier for analysis of an analyte 1n accordance with the
present invention 1s obtained with processing, wherein a bind-
ing product of the first reactant, the analyte, and the second
reactant 1s formed, wherein the binding product 1s imparted
and fixed to the support on which the hydrogel has been fixed,
and wherein the analyte 1s then removed from the binding
product.

Since the {first reactant 4 and the second reactant 7 are
provided respectively with the reaction site 2 and the reaction
site 5 for the specific binding with the analyte 1, a binding
product 10 of the first reactant 4, the analyte 1, and the second
reactant 7 1s obtained with processing, wherein the first reac-
tant 4, the analyte 1, and the second reactant 7 are mixed
together 1n arbitrary proportions in an aqueous solution.

Thereafter, the binding product 10 1s added to the surface of
the support 11 and 1s allowed to undergo an appropriate
reaction. The binding product 10 1s thus fixed to the surface of
the support 11. At this time, the reaction site 2 of the first
reactant 4 and the reaction site 5 of the second reactant 7 are
protected by being bound with the analyte 1, and therefore a
particular protection processing need not be performed. Tech-
niques for binding the binding product with the support will
be obvious to experts in the art. For example, 1n cases where
the surface of the support has a carboxyl group, a technique
maybe employed, wherein the surface of the support 1s acti-
vated with an activating agent, such as EDC, which will be
described later, and wherein the fixation 1s thereby per-
formed. Also, a technique may be employed, wherein a male-
imido group 1s imparted to the surface of the support, wherein
a thiol group of the first reactor and/or the second reactor 1s
allowed to react with the surface of the support, and wherein
the fixation 1s thereby performed. In this invention, the bind-
ing technique 1s not limited to those described above, and an
arbitrary binding technique may be employed.

In cases where the carrier for analysis of an analyte in
accordance with the present invention 1s used for a biosensor,
the fixation quantity (density) of the binding product, which 1s
bound on the support, should preferably fall within the range
of 1 piece/mm" to 1x10'® pieces/mm", should more prefer-
ably fall within the range of 1x10” pieces/mm°> to 1x10"°
pieces/mm°, and should most preferably fall within the range
of 1x10'° pieces/mm" to 1x10'* pieces/mm°. In cases where
the density 1s to be obtained through measurement, after the
binding product has been fixed to the support, the analyte may
be washed, and the quantity of the fluorescence produced by
the fluorescent label substance of the first reactant and the
quantity of the fluorescence produced by the fluorescent label
substance of the second reactant may be measured. Also, the
f1lm thickness may be measured by AFM or ellipsometry, and

the density may then be obtained by calculation.

In order for the carrier for analysis of an analyte 1n accor-
dance with the present invention as 1llustrated in FIG. 1 to be
obtained, after the binding product 10 has been fixed onto the
support 11, the analyte 1 may be removed from the binding
product 10. The removal of the analyte 1 from the binding
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product 10 should preterably be performed under conditions,
such that the binding of the reaction site 2 of the first reactant
4 and the analyte 1 with each other and the binding of the
reaction site S of the second reactant 7 and the analyte 1 with
cach other are weakened, and such that the binding of the first
reactant 4 and the support 11 with each other and the binding
of the second reactant 7 and the support 11 with each other are
not weakened. Specifically, a washing operation may be per-
formed on the carrier for analysis of an analyte. At this time,
since the first reactant 4 and the second reactant 7 have respec-
tively been independently fixed to the support 11, the analyte
1 1s removed easily. Also, the reproducibility of the binding
with the analyte 1 at the time of the use as the fixation carrier
does not become bad.

The removal of the analyte 1 1s performed easily by use of
an appropriate washing liquid. The washing liquid used 1n this
case may be a liquid which weakens the binding force of the
analyte 1. Examples of the conditions for weakemng the
binding force include the pH alteration to the acidic side or the
alkaline side, and an increase of a salt concentration. The
conditions for weakening the binding force vary in accor-
dance with the kinds of the first reactant 4, the second reactant
7, and the analyte 1, and the like. For example, 1t 1s possible to
use an acidic glycine butler for adjusting the pH value at a
value of at most 2, an alkaline NaOH solution for adjusting
the pH value at a value of at least 10, or a borate buifer for
adjusting the salt concentration at a value of at least 0.5M. It
1s also possible to use an arginine-containing acidic buifer, a
guanidine-containing buifer, or the like. The period of time,
during which the washing processing with the washing liquid
1s performed, may be adjusted appropriately. From the view
point of eliminating adverse effects upon the binding activity
of the first reactant 4 and the second reactant 7, ordinarily, the
period of time, during which the washing processing with the
washing liquid 1s performed, may be at most 10 minutes, and
should preferably be at most one minute. From the view point
of the reproducibility, the period of time, during which the
washing processing with the washing liquid 1s performed,
should preferably be at least five seconds.

The constituent elements, such as the support, of the
embodiment of the carrier for analysis of an analyte 1n accor-
dance with the present invention as illustrated 1n FIG. 1, and
the analyte will be described hereinbelow. Thereafter, how
the embodiment of the carrier for analysis of an analyte in

accordance with the present invention as illustrated in FIG. 1
1s applied to the biosensor and the bioreactor will be
described.
(1) Support

Ordinarily, the support employed 1n the present invention
may be constituted of one of various materials, e.g., optical
glass, such as BK7; silica; metal oxides, such as alumina,
titania, zirconia, and indium tin oxide (ITO); metal mtrides,
such as silicon nitride, gallium nitride, aluminum nitride, and
indium nitride; and synthetic resins, such as a sepharose, a
polyethylene, a polystyrene, a poly(meth)acrylic acid, a poly
(meth)acrylamide, a polymethyl(meth)acrylate, a polyethyl-
ene terephthalate, a polycarbonate, and a cycloolefin poly-
mer. The above-enumerated materials for the support should
preferably be imparted with a functional group. Particularly,
the support should preferably be constituted of a material,
which 1s transparent with respect to light, such as glass, the
ITO, the polymethyl(meth)acrylate, the polyethylene tereph-
thalate, the polycarbonate, and the cycloolefin polymer.
Examples of the functional groups include an amino group, a
carboxyl group, a maleimido group, an aldehyde group, a
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succinimido group, a thiol group, a hydrazine group, an 1s0-
cyanate group, an epoxy group, a vinyl sulfone group, a vinyl
group, and a cyano group.

The support should more preferably be constituted of a
material, which does not exhibit anisotropy with respect to
polarization and has good processabality.

As a techmique for mmparting the functional groups
described above, 1t 1s possible to employ one of various
known surface processing techniques, such as plasma pro-
cessing, ozone processing, acid or alkali etching processing,
and self-assembled monolayer processing. From the view
point of the producibility, the self-assembled monolayer pro-
cessing should preferably be employed.

(2) Polymer Layer

The polymer layer 1s bound with the support. The polymer
layer may be constituted of a hydrophilic polymer, a hydro-
phobic polymer, or a combination of the hydrophilic polymer
and the hydrophobic polymer with each other, and should
preferably be constituted of the hydrophilic polymer alone.
The polymer layer may be bound directly or indirectly with
the support. In cases where the polymer layer 1s to be bound
directly with the support, for example, a technique may be
employed, wherein the polymer 1s bound with the support
through graft polymerization. In cases where the polymer
layer 1s to be bound indirectly with the support, for example,
a technique may be employed, wherein a hydrophobic poly-
mer 1s applied onto the support, and wherein a hydrophilic
polymer 1s then bound with the hydrophobic polymer. It 1s
also possible to employ a technique, wherein a compound
(hereinbelow referred to as the linker) capable of binding with
the support and the polymer 1s applied to the surface of the
support, and wherein the polymer layer 1s then bound with the
linker. It 1s particularly preferable to employ a technique,
wherein the self-assembled monolayer 1s used as the linker,
and wherein the hydrophilic polymer 1s bound via the seli-
assembled monolayer with the glass support. The particularly
preferable technique will be described hereinbelow.

(2-1) Self-assembled Monolayer

Examples of the techniques for forming the self-assembled
monolayer include <1> a technique using a silane coupling,
agent, and <2> a technique using an alkanethiol. Each of the
techniques for forming the self-assembled monolayer will be
described hereinbelow.
<1> Technique Using a Silane Coupling Agent

With respect to a base material comprising a metal oxide or
a metal nitride, such as silica or silicon nitride, or a thin film
of the metal oxide or the metal nitride, the polymer layer may
be bound via a silane coupling layer having been formed by
the silane coupling agent. As the silane coupling agent, it 1s
possible to use a silicon-contaiming compound that 1s repre-
sented by the general formula A-1 shown below, wherein X“
represents a functional group, L“ represents a linker moiety
containing a straight, branched, or cyclic carbon chain, R”
represents hydrogen or an alkyl group having one to six
carbon atoms, Y“ represents a hydrolyzable group, and each
of m and n represents an integral number falling within the
range ot 0 to 3, with the proviso that m+n=3. A covalent bond
expressed as support (silicon)-oxygen-silicon-carbon 1s thus
formed on the surface of the support, and the surface of the
base material 1s thereby covered with the functional group.

X2-12-Si—(R% Y=, A-1

Examples of the hydrolyzable groups (Y“) include an
alkoxy group, a halogen, and an acyloxy group. Specifically,
examples of the hydrolyzable groups (Y*) include a methoxy
group, an ethoxy group, and chlorine. The hydrolyzable
group (Y“) should preferably be the methoxy group or the
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cthoxy group. Examples of the silane coupling agents include
v-aminopropyltrimethoxysilane, N-p{aminoethyl) v-amino-
propyltrimethoxysilane, y-aminopropylmethyldiethoxysi-
lane, v-mercaptopropyltrimethoxysilane, and vy-glycidox-
ypropyltriethoxysilane. The reaction of the silane coupling
agent may be performed in accordance with an ordinary pro-
cedure, e.g. the procedure described 1n a book “Eifects and
Usage of Silane Coupling Agents™ (published by Science &
Technology Co.).

The functional group (X“) which the silane coupling agent
has may be selected from a wide variety of functional groups,
which bind with polymers and binding products described
later. As the functional group (X*), 1t 1s possible to utilize an
arbitrary functional group, such as an amino group, a car-
boxyl group, a hydroxyl group, an aldehyde group, a thiol
group, an isocyanate group, an isothiocyanate group, an
CpoOXy group, a cyano group, a hydrazino group, a hydrazide
group, a vinyl sulfone group, a vinyl group, a maleimido
group, a combination of two or more of the above-enumerated
functional groups, and derivatives of the above-enumerated
functional groups. The functional group (X“) should prefer-
ably be the amino group or the epoxy group.
<2> Technmique Using an Alkanethiol

With the technique using the alkanethiol, a metal film 1s
located on the aforesaid support, and thereafter the
alkanethiol 1s imparted. The term “located on a support” as
used herein embraces the cases wherein the metal film 1s
located on the support so as to be 1n direct contact with the
support, and the cases wherein, instead of being 1n direct
contact with the support, the metal film 1s located on the
support via a different layer. Examples of the metals for
constituting the metal film include free electron metals, such
as gold, silver, copper, aluminum, and platinum. The metal
for constituting the metal film should preferably be gold.
Each of the above-enumerated metals may be used alone, or
at least two kinds of metals among the above-enumerated
metals may be used 1n combination. Also, with adhesion
characteristics with respect to the support being taken into
consideration, an intervening layer constituted of chromium,
or the like, may be located between the support and the layer
constituted of the metal.

The film thickness of the metal film may be set at an
arbitrary value. The film thickness of the metal film should
preferably fall within the range of 0.1 nm to 500 nm, and
should more preferably fall within the range of 1 nm to 200
nm. In cases where the intervening layer constituted of chro-
mium, or the like, 1s located between the support and the
metal film, the thickness of the intervening layer should pret-
erably fall within the range of 0.1 nm to 10 nm.

A techmique for covering a metal film by use of the
alkanethiol has been developed vigorously by Professor Whi-
tesides of Harvard Unmiversity, et al. The details of the tech-
nique for covering a metal film by use of self-assembled
monolayers have been reported 1n, for example, Chemical
Review, 105, 1103-1169 (2005). In cases where gold 1s
employed as the metal, an alkanethiol, which may be repre-
sented by the general formula A-2 shown below, wherein n
represents an integral number falling within the range of 3 to
20 and wherein X” represents a functional group, may be used
as the organic layer forming compound. In such cases, a
monolayer having orientational characteristics 1s formed 1n a
self-assembled manner 1n accordance with van der Waals
force of the Au—=S bond and the alkyl group with each other.
The self-assembled monolayer 1s prepared with a markedly
simple technique, wherein the gold support 1s dipped in a
solution of the alkanethiol derivative. Specifically, for
example, the self-assembled monolayer may be formed by
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use of the compound, which may be represented by the gen-
eral formula A-2, wherein X” represents an amino group, a
carboxyl group, a hydroxyl group, an aldehyde group, a thiol
group, an isocyanate group, an isothiocyanate group, an
epoXy group, a cyano group, a hydrazino group, a hydrazide
group, a vinyl sulfone group, a vinyl group, or a maleimido
group. The functional group 1s thus capable of being imparted
to the support surface.

HS(CH,), X" A-2

In the general formula A-2, the repetition number (n) of the
alkyl group should preferably be an integral number falling
within the range of 3 to 16, and should more preferably be an
integral number falling within the range of 4 to 8. Also, the
alkyl group moiety may be substituted by a multiple bond or
a heteroatom, such as nitrogen or oxygen. 11 the alkyl chain of
the alkanethiol derivative i1s markedly short, the seli-as-
sembled monolayer will not always be capable of being
formed. IT the alkyl chain of the alkanethiol derivative is
markedly long, the solubility 1n water will become low, and
handling characteristics will become bad.

Further, the self-assembled monolayer 1s capable of being
tormed by use of the alkanethiol, which may be represented
by the general formula A-2, wherein the functional group X”
represents only one kind of the functional group. Further-
more, the self-assembled monolayer i1s capable of being
formed by use of a mixture of the alkanethiol, which may be
represented by the general formula A-2, and other kinds of
alkanethiols.

By use of the linker described above, 1t 1s possible to
produce the support having the surface provided with the
functional group (X) or the functional group (X?). The linker
need not necessarily be the self-assembled monolayer and
may be a compound, which 1s capable of imparting the func-
tional group (X%) or the functional group (X?) to the surface of
the support.

The self-assembled monolayer may have an arbitrary layer
thickness. The layer thickness of the self-assembled mono-
layer should preferably fall within the range of 0.2 nm to 10
um, should more preferably fall within the range of 1 nm to
500 nm, and should most preterably fall within the range of 5
nm to 50 nm. In cases where the layer thickness of the seli-
assembled monolayer 1s equal to at most 10 um, 1t becomes
possible for the analyte to diffuse easily through the layer. In
cases where the layer thickness of the self-assembled mono-
layer 1s equal to at least 0.2 nm, 1t becomes possible for the
fixation quantity of the fixation object substance to be kept
large.

Also, 1n the present invention, the first reactant and the
second reactant may be fixed directly to the self-assembled
monolayer described above. From the view point of the
enhancement of the analyte binding rate of the first reactant
and the second reactant, the carrier for analysis of an analyte
in accordance with the present invention should preferably
have a constitution, wherein the polymer layer 1s formed on
the self-assembled monolayer, and wherein a functional
group for {ixation of the first reactant and the second reactant
1s thereby 1mparted to the surface of the support.

(2-2) Polymer

As the polymer, which may be employed in the present
invention, a hydrophilic polymer should preferably be used.
Examples of the hydrophilic polymers, which may be
employed 1n the present mnvention, include gelatin, agarose,
chitosan, dextran, carrageenan, alginic acid, starch, cellulose,
and dertvatives of the above-enumerated hydrophilic poly-
mers, such as carboxymethyl derivatives; and water-swelling,
organic polymers, such as a polyvinyl alcohol, a polyacrylic
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acid, a polyacrylamide, a polyethylene glycol, and dertvatives
of the above-enumerated water-swelling organic polymers.
As the hydrophilic polymer, which may be employed inthe
present invention, 1t 1s also possible to use a carboxyl group-
containing synthetic polymer or a carboxyl group-containing
polysaccharide. Examples of the carboxyl group-containing
synthetic polymers include a polyacrylic acid, a poly-
methacrylic acid, and copolymers thereof, e.g. copolymers as
described in Japanese Unexamined Patent Publication No. 59
(1984)-53836, page 3, line 20 to page 6, line 49, and Japanese
Unexamined Patent Publication No. 39 (1984)-71048, page
3, line 41 to page 7, line 54, such as a methacrylic acid
copolymer, an acrylic acid copolymer, an 1taconic acid
copolymer, a crotonic acid copolymer, a maleic acid copoly-
mer, a partially esterified maleic acid copolymer, and an
addition product of a polymer having a hydroxyl group and an
acid anhydride. The carboxyl group-containing polysaccha-
ride may be an extract from a natural plant, a product of
microorganism fermentation, a synthetic product obtained
with an enzyme, or a chemical synthetic product. Examples
of the carboxyl group-containing polysaccharides include
hyaluronic acid, chondroitin sulfate, heparin, dermatan sul-
fate, carboxymethyl cellulose, carboxyethyl cellulose, cel-
louronic acid, carboxymethyl chitin, carboxymethyl dextran,
and carboxymethyl starch. As the carboxyl group-containing
polysaccharide, 1t 1s possible to use a commercially available

compound. Examples of the commercially available com-
pounds include CMD (carboxymethyl dextran), CMD-L, and

CMD-D40 (which are supplied by Meito Sangyo Co., Ltd.);
sodium carboxymethyl cellulose (which 1s supplied by Wako
Pure Chemical Industries, Ltd.); and sodium alginate (which
1s supplied by Wako Pure Chemical Industries, Ltd.).

No limitation 1s imposed upon a weight-average molecular
weight of the hydrophilic polymer employed in the present
invention. Ordinarily, the weight-average molecular weight
of the hydrophilic polymer employed in the present invention
should preferably fall within the range of 2x10~ to 5x10°, and
should more preferably fall within the range of 1><104 to
2x10°. If the weight-average molecular weight of the hydro-
philic polymer 1s smaller than the range described above, the
fixation quantities of the reactants will become small. If the
weilght-average molecular weight of the hydrophilic polymer
1s larger than the range described above, the handling char-
acteristics will become bad due to a high solution viscosity.

As for the hydrophilic polymer, the film thickness of the
hydrophilic polymer in an aqueous solution should preferably
tall within the range of 1 nm to 0.5 mm, should more prefer-
ably fall within the range of 1 nm to 1 um, and should most
preferably fall within the range of 100 nm to 500 nm. If the
f1lm thickness 1s markedly small, the fixation quantity of the
physiologically active substance will become small, and the
interaction with the sample substance will not be always
capable of occurring. If the film thickness 1s markedly large,
there will be the risk that the uniformity of the hydrophilic
polymer 1s not kept. The film thickness of the hydrophilic
polymer 1n the aqueous solution 1s capable of being evaluated
with AFM, ellipsometry, or the like.

(2-3) Activation of the Polymer

In cases where the polymer contaiming the carboxyl group
1s used as the aforesaid polymer, with a technique for activat-
ing the carboxyl group, the polymer 1s capable of being fixed
to the surface of the support. As the technique for activating
the polymer containing the carboxyl group, it 1s possible to
use appropriately a known technique, e.g., a technique for
activating with 1-(3-dimethylaminopropyl)-3-ethylcarbodi-
imide (EDC), which 1s a water-soluble carbodiimide, and
N-hydroxysuccinimide (NHS), or a technique for activating
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with EDC alone. In cases where the polymer containing the
carboxyl group, which polymer has been activated with the
technique described above, 1s caused to react with the support
having the amino group, the hydrophilic polymer 1s capable
ol being bound on the support.

Also, as the technique for activating the polymer contain-
ing the carboxyl group, 1t 1s possible to use a technique
wherein a nitrogen-containing compound 1s utilized. Specifi-
cally, i1t 1s possible to utilize a nitrogen-containing compound
represented by the general formula (Ia) or the general formula
(Ib) shown below, wherein each of R' and R” independently
represents a carbonyl group, a carbon atom, or a nitrogen
atom, which may have a substituent group, or R' and R?
jointly represent a five-membered ring or a six-membered
ring, A represents a carbon atom or a phosphorus atom, which
has a substituent group, M represents an (n-1)-valent element,
and X represents a halogen atom.

R! R'
/ /
HO—N or "TA=—0O=—N
\R2 MX_H R2

(la) (Ib)

In this case, each of R' and R* may independently represent
a carbonyl group, a carbon atom, or a nitrogen atom, which
may have a substituent group. Preferably, R' and R jointly
represent the five-membered ring or the six-membered ring.
Particularly preferably, there 1s furnished hydroxysuccinic
acid, hydroxyphthalic acid, 1-hydroxybenzotriazole, 3,4-di-
hydroxy-3-hydroxy-4-oxo0-1,2,3-benzotriazine, and deriva-
tives of the above-enumerated compounds.

It1s also possible to utilize preferably the nitrogen-contain-

ing compounds, which may be represented by the formulas
shown below.

O 0>\/\ 0>\
HO—N HO—N ‘ P HO—N ‘
O o>/\/ o>/

Further, as the nitrogen-containing compound, 1t 1S pos-
sible to utilize preferably the compound, which may be rep-
resented by the general formula (I) shown below, wherein
cach of Y and Z independently represents CH or a nitrogen
atom.

Z
N
X
.
(T
N 7
/
HO

Preferable examples of the compounds, which may be
represented by the general formula (I), include the com-
pounds, which may be represented by the formulas shown
below.

General formula (1)

10

15

20

25

30

35

40

45

50

55

60

65

14
/Nx/\ /N\«.,/\ N AN
N N N
HO HO HO

Furthermore, as the nitrogen-containing compound, 1t 1s
possible to utilize preferably the compound, which may be
represented by the formula shown below.

0O
HO\T)J\‘/\

X
NN

N

Also, as the nitrogen-containing compound, 1t 1s possible
to utilize preferably the compound, which may be represented
by the general formula (II) shown below, wherein A repre-
sents a carbon atom or a phosphorus atom, which has a
substituent group, each of Y and Z independently represents
CH or a nitrogen atom, M represents an (n-1)-valent element,
and X represents a halogen atom.

General formula (11)

/N«\/Z\
7
N N7
O/
MX", Ny

In this case, the substituent group, which the carbon atom
or the phosphorus atom has, should preferably be an amino
group having a substituent group, and should more preferably
be a dialkylamino group, such as a dimethylamino group, or
a pyrrolidino group. The (n-1)-valent element, which 1s rep-
resented by M, may be, for example, a phosphorus atom, a
boron atom, or an arsenic atom, and should preferably be the
phosphorus atom. The halogen atom, which 1s represented by

X, may be a fluorine atom, a chlorine atom, a bromine atom,
or an 10dine atom, and should preferably be the fluorine atom.

Preferable examples of the compounds, which may be
represented by the general formula (II), include the com-
pounds, which may be represented by the formulas shown
below.

//N\‘ \ //N‘""‘\‘/\
N N
PFg O/ PFg O/
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-continued
N//N ‘ N //N ‘ N
N
\N = \N &
/ N / N
PFe O Phg™ O
P Pt
_N.«"" \N/ Nﬂ \N
/ NN\ N
N N
SO ®
\N \N N/
PF- ?/ PF," (‘3/
CT CT
N N N N

Further, as the nitrogen-containing compound, 1t 1S pos-
sible to utilize preferably the compound, which may be rep-
resented by the general formula (I111) shown below, wherein A
represents a carbon atom or a phosphorus atom, which has a
substituent group, M represents an (n-1)-valent element, and
X represents a halogen atom.

General formula (111)

MX-,

A preferable example of the compound, which may be
represented by the general formula (III), 1s the compound,
which may be represented by the formula shown below.

/ O

—N
N O )J\/\
C N

\N/ ‘

‘ X
/ SN NS

PEg

Further, as the technique for activating the polymer con-
taining the carboxyl group, it 1s possible to use preferably a
technique wherein a phenol derivative, which has an electron-
attracting group, 1s utilized. In such cases, the electron-at-
tracting group should preferably have the o value of at least
0.3. Specifically, 1t 1s possible to utilize, for example, the

compounds, which may be represented by the formulas
shown below.

HO@NOz HO F
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-continued
Cl\ /Cl
H04</ \>7c1 H04</ >78+/
_ —/  \
Cl/ \Cl ~

The carbodiimide dertvative described above may be uti-
lized 1n combination with the nitrogen-containing compound
or the phenol dervative. Alternatively, when necessary, each
of the carbodiimide derivative described above, the nitrogen-
containing compound, and the phenol derivative may be uti-
lized alone. There should preferably be utilized the combina-
tion of the carbodiimide derivative and the nitrogen-
containing compound.

Also, as the technique for activating the polymer contain-
ing the carboxyl group, it i1s possible to use a technique
wherein the compound, which may be represented by the
formula shown below, 1s utilized. The compound, which may
be represented by the formula shown below, may be utilized

alone or 1n combination with the carbodiimide derivative, the
nitrogen-contaiming compound, and/or the phenol derivative.

VANV

=

MeO Cl

Further, as the technique for activating carboxylic acid 1n
the polymer containing the carboxyl group, it 1s possible to
use preferably a technique described in Japanese Unexam-
ined Patent Publication No. 2006-58071, [0011] to [0022]
(1.e., the techmque, wherein a carboxyl group located on a
surface of a support 1s activated by use of a compound
selected from the group consisting of a uranium salt, a phos-
phonium salt, and a triazine derivative, which have specific
structures, and wherein a carboxylic acid amido group 1s
thereby formed). It 1s also possible to use preferably a tech-
nique described in Japanese Unexamined Patent Publication
No. 2006-90781, [0011] to [0019] (1.e., the technique,
wherein a carboxyl group located on a surface of a support 1s
activated by use of a carbodiimide dertvative or a salt thereof,
wherein esterification 1s performed by use of a compound
selected from the group consisting of a nitrogen-containing,
heteroaromatic compound having a hydroxyl group, a phenol
derivative having an electron-attracting group, and an aro-
matic compound having a thiol group, wherein a reaction
with an amine 1s performed, and wherein a carboxylic acid
amido group 1s thereby formed).

(2-4) Application of the Polymer to the Support

In the present invention, 1n cases where the polymer con-
taining the carboxyl group 1s used as the aforesaid polymer,
the polymer containing the carboxyl group having been acti-
vated may be caused to undergo the reaction with the support
in the form of a solution. Alternatively, the polymer contain-
ing the carboxyl group having been activated may be applied
to form a thin film on the support by use of a technique, such
as a spin coating technique, and may be caused to undergo the
reaction with the support in the state of the thin film. The
polymer should preferably be caused to undergo the reaction
with the support 1n the state of the thin film.
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As described above, 1n the present invention, the polymer
containing the carboxyl group having been activated should
preferably be caused to undergo the reaction with the support
in the state of the thin film. As the technique for forming the
thin {ilm on the support, one of known techniques may be
employed. Specifically, 1t 1s possible to employ an extrusion
coating technique, a curtain coating technique, a casting tech-
nique, a screen printing technique, a spin coating technique, a
spray coating technique, a slide beads coating technique, a slit
and spin technique, a slit coating technique, a die coating
technique, a dip coating technique, a knife coating technique,
a blade coating technique, a flow coating technique, a roll
coating technique, a wire bar boating technique, a transier
printing technique, or the like. The thin film forming tech-
niques are described 1n, for example, “Coating Gijutsu No
Shinpo™ (Progress of Coating Technology), written by Yuj1
Harasaki, Sogo Gijutsu Center (1988); “Coating Giutsu”
(Coating Technology), Technical Information institute Co.,
Ltd. (1999); “Suise1r Coating No Gijutsu” (Aqueous Coating
Technology), CMC (2001); “Shinka Suru Yuki Hakumaku
Seimaku-Hen” (Evolving Organic Thin Film, Film Forma-
tion Edition), Sumibe Techno Research Co., Ltd. (2004); and
“Kobunshi Hyomen Kako Gaku” (Polymer Surface Process-
ing Engineering), written by Akatsuki Iwamori, Gihodo
Shuppan (2005). In the present invention, as the technique for
forming the thin film on the support, the spray coating tech-
nique or the spin coating technique should preferably be
employed, and the spin coating technique should more pret-
erably be employed. With the spray coating technique or the
spin coating technique, a coating {ilm having a controlled film
thickness 1s capable of being prepared easily.

(3) First Reactant and Second Reactant

In the present invention, each of the first reactant and the
second reactant 1s provided with the reaction site for the
specific binding with the analyte. Specifically, each of the first
reactant and the second reactant 1s an antibody or an analyte-
binding fragment. Examples of the antibodies or the antigen-
binding fragments thereof include an antibody molecule
itself, and an artificial single chain antibody having the bind-
ing characteristics with the corresponding antigen, such as a
Fab fragment, a F(ab'), fragment, or an ScFV (single chain
fragment of variable region) constructed by joining a variable
regions of an L. chain and an H chain, respectively, of an
antibody with each other. The single chain antibody 1is
capable of being formed 1n a prokaryon cell, such as a coli
bacillus, and 1n a cell, such as a plant cell, which 1s other than
the cell of a mammal. The single chain antibody 1s preferable
since the single chain antibody has a small volume, and since
the fluorescence resonance energy transier occurs easily.
Also, each of the L chain and the H chain of the antibody may
be used as a combination of the first reactant or the second
reactant. Techniques for preparing the single chain antibody,
such as the ScFV, are well known. It 1s sufficient for the
antibody or the antigen-binding fragment thereof used 1n the
present invention to have the binding characteristics by the
antigen-antibody reaction with the analyte (antigen)
described later. The antibody or the antigen-binding fragment
thereot used 1n the present invention 1s not necessarily limited
to the antibody, which 1s obtained with the antigen acting as
an immunogen, or the antigen-binding fragment of the anti-
body. The antibody employed 1n the present invention is the
antibody undergoing the antigen-antibody reaction with the
analyte.

The term ““fluorescence recognition” as used herein
broadly embraces the cases where light emission or a chemi-
cal reaction occurs through the direct excitation from the
excited state of a fluorescent substance or through indirect
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excitation. In the present invention, each of the first reactant
and the second reactant may be labeled with a fluorescent
substance. Alternatively, only the label antibody may be
labeled with the fluorescent substance. In cases where each of
the first reactant and the second reactant 1s labeled with the
fluorescent substance, each of the first reactant and the second
reactant may be labeled at an arbitrary site in so far as the
binding with the antigen or the binding with the antibody 1s
not affected adversely. The fluorescence recognition site of
the second reactant for the recognition of the fluorescence
produced by the fluorescent substance need not necessarily be
constituted of the fluorescent substance and may be consti-
tuted of a substance which 1s usable repeatedly.

As described above, 1n cases where light having excitation
wavelengths 1s 1rradiated to the fluorescent label site of the
first reactant, the fluorescence resonance energy transier
occurs at the time, at which the fluorescent label site of the
first reactant and the fluorescence recognition site of the sec-
ond reactant take the positions spaced by a close distance
from each other. As a result, the fluorescence of the fluores-
cent label site of the first reactant decreases, and the fluores-
cence of the fluorescence recognition site of the second reac-
tant increases. In cases where the fluorescent label site of the
first reactant and the fluorescence recognition site of the sec-
ond reactant take the positions spaced away from each other,
the fluorescence resonance energy transier ceases. As a result,
the fluorescence of the fluorescent label site of the first reac-
tant increases, and the fluorescence of the fluorescence rec-
ognition site of the second reactant decreases.

The term “fluorescence” as used herein embraces the light
emitted by a molecule 1n the excited state, which molecule
has been formed by a chemical reaction, as 1n the cases of
phosphorescence and the light emission of Iuminol.
Examples of the aforesaid molecules include luminous
organism-derived luciferins, such as a firefly (Photinus pyra-
[is) luciterin, a sea-firefly (Cypridina) luciferin, a sea pansy
(Renilla reniformis) luciterin, a luminous earthworm (Diplo-
cardia) lucilerin, a latia (Latia neritoides) luciterin, a firetly
squid (Wataseniae) luciferin, and a bacterial luciferin (reduc-
tion type tlavin mononucleotide); and Aequorin derived from
a bowl jellyfish (deguarea victoria).

The fluorescence resonance energy transier described
above 1s well known as described in PCT Japanese Publica-
tion No. 2007-523734, [01358] to [0161], and PCT Japanese
Publication No. 2001-519525, [0025]. Various kinds of fluo-
rescent dyes for the fluorescence resonance energy transier
(the fluorescent label site of the first reactant and the fluores-
cence recognition site of the second reactant) are available
commercially. The combination of the fluorescent label site
and the fluorescence recognition site may be selected from a
wide variety of combinations such that the fluorescence reso-
nance energy transier occurs between the fluorescent label
site and the fluorescence recognition site. The fluorescent
substances for the fluorescent label site and the fluorescence
recognition site may be selected arbitrarily from those
described 1n literatures and those available commercially.
Examples of the fluorescent substances for the fluorescent
label sites and the fluorescence recognition sites include a
fluorescein derivative, a Rhodamine derivative, an aminocou-
marin derivative, a hydroxycoumarin derivative, a BODIPY
derivative, an anthracene derivative, a benzoturan derivative,
a porphyrine derivative, Cy Dye, Alexa Fluor, europium
cryptate, DyLight, HiLyte Fluor, Oyster, MegaStokes Dye, an
IRDye fluorescent dye, and fluorescent proteins, such as a
DFP, a YFP, a GFP, and a BFP.

In cases where the tluorescence resonance energy transier
1s utilized 1n the present invention, 1t 1s desirable that the
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energy transier occurs between the selected fluorescent sub-
stances, and that the state, in which the energy transfer has
occurred, 1s stable. It 1s possible to use preferably a combi-
nation of fluorescent proteins or fluorescent dyes, such as
GFP-YFP, Alexa Fluor 555-Alexa Fluor 647, or F1TC-Alexa
Fluor 555. The combination may be the combination of the
fluorescent proteins, the combination of the fluorescent dyes,
or the combination of the fluorescent dye and the fluorescent
proteins. The combination 1s not limited to the examples
described above. From the view point of the stability of the
fluorescence production, the fluorescent substance should
preferably be Alexa Fluor or HiLyte Fluor, and should more
preferably be Alexa Fluor.

The fluorescence resonance energy transier between the
CFP and the YFP, and the fluorescence resonance energy
transier between the GFP and the BFP or between the modi-
fication products thereof are known widely. The fluorescent
proteins described above are available commercially. In cases
where the fluorescent protein 1s used, 1t 1s possible to produce
a single-molecule fusion protein by the joining with the anti-
body to be labeled, or the like (the antibody or the antigen-
binding fragment thereot). Also, in cases where the fluores-
cent protein 1s used 1n a viable cell, a gene for coding the
fusion protein may be introduced. Therefore, 1n cases where
the fluorescent substance 1s to be used 1n the viable cell, 1t 1s
convenient to use the fluorescent protein. Nucleic acids for
coding the fluorescent proteins are well known, and various
kinds of vectors containing the nucleic acids are available
commercially. Therefore, a tluorescent label protein, in which
the fluorescent protein has been fused with a desired polypep-
tide, 1s capable of being prepared easily by the utilization of
the commercially available vector.

A technique for labeling the antibody, or the like, with the
fluorescent dye, may be selected appropriately in accordance
with the kind of the fluorescent dye used. In cases where the
fluorescent dye 1s a nonpeptide compound, the labeling with
the fluorescent dye may be performed with a known tech-
nique, such as a chemical modification technique wherein a
reducing group, such as a maleimido group, 1s imparted to a
thiol group or an amino group of the antibody. In cases where
the fluorescent dye 1s a peptide compound, such as the tluo-
rescent protein, it 1s possible to produce the fusion protein
with the antibody, or the like, as described above. The tech-
nique for producing the fusion protein will be described later
in the example 1n accordance with the present invention.
However, the technique for producing the fusion protein 1s not
limited to the technique described 1n the example in accor-
dance with the present invention and may be selected from
various known techniques.

The fluorescent dye, which the first reactant has, and the
fluorescent dye, which the second reactant has, are bound at
the positions such that the fluorescence resonance energy
transier occurs at the time at which the atoresaid antibody, or
the like, and the analyte have been bound with each other by
the antigen-antibody reaction. In order for each of the tluo-
rescent dyes to be bound with the antibody, or the like, the
fluorescent dye may be bound directly or may be bound via a
spacer. By the use of the spacer, 1t 1s possible to adjust the
position of the fluorescent dye appropriately such that the
fluorescence resonance energy transfer occurs at the time at
which the aforesaid antibody, or the like, and the analyte have
been bound with each other by the antigen-antibody reaction.
(4) Analyte

In the present invention, the analyte, which 1s to be specifi-
cally bound with the reactants, should preferably be the anti-
gen. No limitation 1s imposed upon the kind of the antigen,
and the antigen may be selected appropriately 1n accordance
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with the purpose as the substance, which 1s to be detected,
from various kinds of the substances which are capable of
undergoing the interaction with the antibody, or the like.
However, since 1t 1s necessary for the analyte to bind with the
two reactants, 1t 1s necessary that the analyte has at least two
sites for the binding with the reactants.
(5) Application of the Carrier for Analysis of an Analyte 1n
Accordance with the Present Invention

The carrier for analysis of an analyte 1n accordance with the
present invention 1s capable of being applied to a biosensor or

a bioreactor. (Reference may be made to, for example,
“Bioreactor Technology,” 1988, CMC K.K.; and “Biochip

And Biosensor,” 2006, Kyoritsu Shuppan K. K.) The term
“biosensor” as used herein 1s interpreted in the broadest sense
and means the sensor, 1n which an interaction between bio-
molecules 1s converted 1nto a signal, such as an electric signal,
and an object substance 1s thereby analyzed and detected. An
ordinary biosensor 1s constituted of a receptor site, which
recognizes a chemical substance to be detected, and a trans-
ducer site, which transduces a physical change or a chemical
change, which arises at the receptor site, into an electric
signal. An organism contains various combinations of sub-
stances, which have affinity with each other, such as a com-
bination of an enzyme and a substrate, a combination of an
enzyme and a coenzyme, a combination of an antigen and an
antibody, and a combination of a hormone and a receptor. The
biosensor utilizes the principle such that one of the sub-
stances, which have the atfinity with each other, 1s fixed to the
carrier and utilized as a molecule recognizing substance, and
such that the other substance 1s measured selectively.

In the cases of the biosensor, to which the carrier for analy-
s1s of an analyte 1n accordance with the present invention 1s
applied, a quantity of the analyte more than the corresponding
quantity of each of the reactants constituting the binding
product having been fixed to the carrier 1s not capable of
binding with the reactants. Therefore, at the time at which the
concentration of the analyte 1s detected, 1n order for a wide
dynamic range to be taken, a time course should preferably be
measured. With the measurement of the time course, the
concentration i a wider region 1s capable of being deter-
mined from the binding speed and the binding quantity.

Also, the carrier for analysis of an analyte 1n accordance
with the present invention 1s the fixation carrier. Therefore, 1n
cases where the binding products having been formed by a
plurality of kinds of the analytes are fixed respectively, each
of the plurality of the kinds of the analytes forms the binding
product between the corresponding first reactant and the cor-
responding second reactant and does not form the binding
product between the first reactant and the second reactant,
which do not correspond to the analyte. Therefore, the prob-
lems with regard to cross talk, which problems ordinarily
occur 1n the cases of ELISA, and the like, do not arise, and
multiple kinds of the analytes are capable of being analyzed
simultaneously.

The term “bioreactor” as used herein means the reactor, 1n
which a biochemical reaction caused to occur by a bio-cata-
lyst, such as an enzyme, a bacterium, a cell, or an organelle, 1s
utilized for the production of a useful substance, the genera-
tion of energy, the decomposition of an environmental pollu-
tion substance, and the like. In the cases of a bioreactor
capable of performing the formation of a usetful substance, the
reaction, or the like, by use of an insoluble carrier, to which an
enzyme has been fixed (as described in, for example, Japa-
nese Utility Model Publication No. 4 (1992)-18398 or 4
(1992)-18399), 1t 1s possible to apply the carrier for analysis
of an analyte 1n accordance with the present invention as the
insoluble carrier.
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The carrier for analysis of an analyte 1n accordance with the
present invention will further be illustrated by the following
non-limitative examples.

EXAMPLES

Example 1

<Preparation of a Support Having an Amino Group>

(Washing of the Support)

Slide glass (supplied by Matsunami Glass Ind., Ltd.) hav-
ing been wrradiated to UV light was dipped in acetone and
subjected to an ultrasonic washing operation for five minutes.
Thereatter, the slide glass was taken out from acetone and
washed with pure water.

(Impartment of the Amino (APS) Group)

After 72 ml of ethanol and 8 ml of pure water were mixed
together 1n a 100 ml glass vial, the resulting mixed solution
was heated 1n a thermostatic Chamber (supplied by AS ONE
Corporation) at a temperature of 60° C. for approximately 15
minutes. The mixed solution of ethanol and pure water was
thus warmed. Thereafter, 80 ul of APS (i.e., y-aminopropyl-
triethoxysilane, supplied by Tokyo Chemical Industry Co.,
Ltd.) was mixed with the thus warmed mixed solution of
cthanol and pure water (0.1% v/v) and was dissolved 1n the
warmed mixed solution. The slide glass having been washed
was dipped 1n the resulting solution and was allowed to react
with the solution in the thermostatic chamber (supplied by AS
ONE Corporation) at a temperature of 60° C. for 15 minutes.
The slide glass, to which the APS group had been imparted,
was thus obtained. After the reaction had been completed, the
slide glass was taken out from the solution and was washed by
processing, wherein the slide glass was dipped 1n a solution
containing ethanol and pure water 1n a ratio of 9:1 and was
then taken out from the solution. The washing processing was
performed three times. The slide glass having thus been
washed was subjected to nitrogen blowing and was baked at
a temperature of 120° C. for one hour. The slide glass having
thus been baked was subjected to a dipping and washing
operation with ethanol and the dipping and washing operation
with pure water, 1n this order.
<Activating Esterification of CMD=>

A CMD solution was prepared with processing wherein
CMD (i.e., carboxymethyl dextran, molecular weight: 1,000,
000, supplied by Meito Sangyo Co., Ltd.) was dissolved 1n
ultra pure water so as to have a concentration of 0.5% by
weight. Thereafter, a mixed solution, which contained 0.4M
of EDC (1.e., 1-(3-dimethylaminopropyl)-3-ethylcarbodiim-
ide) and 0.1M of NHS (i.e., N-hydroxysuccinimide), was
added to the CMD solution. The mixed solution was added 1n
a stoichiometric quantity having been calculated such that, 1n
cases where the entire quantity had undergone the reaction,
2% of the carboxyl group might be activated. The resulting
reaction mixture was stirred at the room temperature for five
minutes.
<Preparation of a CMD Film>

The CMD solution having been subjected to the activating
esterification was added little by little onto the support, on
which the amino group had been formed. The CMD solution
was then removed after a period of time 01 30 seconds. In this
manner, a thin film of carboxymethyl dextran having been
subjected to the activating esterification was formed on the
support having the amino group. After being allowed to
undergo the reaction at the room temperature for one hour, the
thin film was washed one time with 0.1N NaOH and was then
washed one time with ultra pure water.
<Labeling of Antibodies>

A primary labeled myoglobin antibody was prepared by
processing, wherein 1 mg of a myoglobin primary antibody
(10-M30c, supplied by Fitzgerald Industries International,
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Inc.) was labeled by use of Alexa Fluor (registered trademark)
555 (supplied by Molecular Probes, Inc.) and in accordance
with a procedure recommended by the supplier. Also, a sec-
ondary labeled myoglobin antibody was prepared by process-
ing, wherein 1 mg of an antibody myoglobin secondary anti-
body (10-M30d, supplied by Fitzgerald Industries
International, Inc.) was labeled by use of Alexa Fluor (regis-
tered trademark) 6477 (supplied by Molecular Probes, Inc.)
and in accordance with a procedure recommended by the
supplier.
<Fixation of the Antibodies>

The thus prepared primary labeled myoglobin antibody,
the thus prepared secondary labeled myoglobin antibody, and
myoglobin (10-M30, supplied by Fitzgerald Industries Inter-
national, Inc.) were mixed together in a molar ratio of 1:1:1.
The resulting mixture was adjusted to a concentration of 0.1

mg/ml by a pH4.5 acetate buil

er (supplied by Biacore).
Thereatter, 10 ul of the mixture was fixed to the CMD film
described above by use of Biacore surface prep unit (1 flow
path), which was an option of Biacore3000 (supplied by GE
Healthcare). At this time, activation was performed for seven
minutes by use of 70 ul of a 0.2 M EDC/0.04 M NHS mixed
activation liquid (supplied by GE Healthcare). Thereatter, a
washing operation was repeated five times with PBS (phos-
phoric acid butlered physiological saline, supplied by Invtro-
gen Co.), 10 mM NaOH (supplied by Wako Pure Chemical
Industries, Ltd.), and a pH2.0 glycine butiler (supplied by GE
Healthcare)

Thereatfter, fluorescence measurement was made on the
CMD film by use of FL A-8000 (supplied by FUJIFILM Cor-
poration), and a ratio between an intensity of emaitted light
having wavelengths 1n the vicinity of 570 nm and the intensity
of the emitted light having the wavelengths 1n the vicinity of
6’75 nm was obtained. Thereafter, 0.1 mg/ml myoglobin (1n a
PBS bufler) was added for three minutes onto the CMD film,
and pure water was poured onto the CMD film. After the
pouring ol pure water had been performed, the fluorescence
measurement was made on the CMD film by use of FLA-
8000, and the ratio between the intensity of the emitted light
having the wavelengths 1 the viciity of 570 nm and the
intensity of the emitted light having the wavelengths 1n the
vicinity of 675 nm was obtaimned. The thus obtained ratio
between the intensity of the emitted light having the wave-
lengths 1n the vicinity of 570 nm and the intensity of the
emitted light having the wavelengths in the vicimity of 675 nm
was divided by the ratio between the intensity of the emitted
light having the wavelengths 1n the vicimity of 570 nm and the
intensity of the emitted light having the wavelengths 1n the
vicinity of 675 nm, which ratio was obtained before the
addition ol myoglobin was performed. A calculation was thus
made to find a rate of alteration 1n emitted light intensity ratio
betfore the addition of myoglobin was performed and atfter the
addition of myoglobin was performed. The results listed 1n
Table 1 below were obtained.

Example 2

After the fluorescence measurement was made as 1n
Example 1, a washing operation with a pH2.0 glycine butfer
and a washing operation with 10 mM NaOH were alternately
repeated five times. Thereatter, 1n the same manner as that in
Example 1, the addition of 0.1 mg/ml myoglobin (in a PBS
butiler) was performed, and the calculation was made to find
the rate of alteration 1n emitted light intensity ratio before the
addition of myoglobin was performed and after the addition
of myoglobin was performed.

Comparative Example 1

Fixation of the antibodies was performed in the same man-
ner as that in Example 1, except that, 1 lieu of the mixture
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solution of the primary labeled myoglobin antibody, the sec-
ondary labeled myoglobin antibody, and myoglobin being
used 1n the step of <fixation of the antibodies> in Example 1,
a mixture of only the primary labeled myoglobin antibody
and the secondary labeled myoglobin antibody (without myo-
globin) was used. Thereaiter, 1n the same manner as that 1in
Example 1, the addition of 0.1 mg/ml myoglobin (in a PBS
butiler) was performed, and the calculation was made to find
the rate of alteration 1n emitted light intensity ratio before the
addition of myoglobin was performed and aifter the addition
of myoglobin was performed.

TABL.

(L.

1

Rate of alteration in emuitted light
intensity ratio before addition of
myoglobin was performed and after
addition of myoglobin was performed

At least 3%
At least 3%
0%

Example 1
Example 2
Comparative Example 1

As clear from Table 1, in Example 1 and Example 2, in
which the primary labeled myoglobin antibody, the second-
ary labeled myoglobin antibody, and myoglobin were previ-
ously subjected to the fixation from the mixed liquid, the
FRET itensity after the addition of myoglobin was per-
formed altered. However, in Comparative Example 1, the
alteration in FRET 1ntensity was not found. It was thus found
that, in the cases of the carrier for analysis of an analyte in
accordance with the present mvention (obtained in each of
Example 1 and Example 2), with the binding product consti-
tuted of the primary labeled myoglobin antibody, the second-
ary labeled myoglobin antibody, and myoglobin, the primary
labeled myoglobin antibody and the secondary labeled myo-
globin antibody took the positions spaced by a close distance
which allows the fluorescence resonance energy transier to
occur. It was also found that, in Comparative Example 1, the
primary labeled myoglobin antibody and the secondary
labeled myoglobin antibody were not fixed at the positions
spaced by a close distance which allows the fluorescence
resonance energy transier to occur. In each of Example 1,
Example 2, and Comparative Example 1, the calculation was
made to find the rate of alteration in emitted light intensity
ratio before the addition of myoglobin having the 1dentical
concentration was performed and after the addition of myo-
globin having the 1dentical concentration was performed. In
terms of the numerical value, the difference of the rate of
alteration 1n emitted light intensity ratio between Examples 1,
2 and Comparative Example 1 was 3%. However, in Com-
parative Example 1, in cases where the concentration of myo-
globin was increased by a factor of 100 (to 10 mg/ml), 1t was
not possible to detect the analyte. It was thus demonstrated
that the fluorescence resonance energy transier was applied
first to the solid phase 1n the present invention, and the detec-
tion of the analyte was thereby made possible.

Therefore, with the carrier for analysis of an analyte in
accordance with the present invention, which was produced
by fixing the first reactant and the second reactant onto the
support by use of the binding product constituted of the first
reactant, the analyte, and the second reactant, the fluores-
cence resonance energy transfer 1s applicable to the solid
phase, and therefore 1t 1s possible to perform quick 1n situ
analysis.
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Also, 1n Example 2, 1t was found that, even after the analyte
washing was performed, fixation to the support was possible,
and 1t was thus found that the analysis was capable of being
made repeatedly. Therefore, with the carrier for analysis of an
analyte in accordance with the present invention, 1t 1s possible
to Turnish the carrier for analysis of an analyte, which carrier
enables an analyte to be detected quickly with a high sensi-
tivity and 1n a simple manner, and which carrier has a high
flexibility 1n application.

BRIEF DESCRIPTION OF DRAWINGS

FIG. 1 1s a schematic explanatory view showing an
embodiment of the carrier for analysis of an analyte 1n accor-
dance with the present invention,

FIG. 2 1s a schematic explanatory view showing a state, 1n
which a first reactant and a second reactant have been bound
with an analyte 1n the embodiment of FIG. 1, and

FIG. 3 1s a tlow diagram showing steps of an embodiment
of the process for producing a carrier for analysis of an ana-
lyte 1n accordance with the present invention.

The invention claimed 1s:

1. A process for producing a carrier for analysis of an
analyte, comprising the steps of:

1) allowing an analyte, a first reactant, and a second reactant

to react with one another,

the first reactant being provided with a reaction site for
specific binding with the analyte, and a fluorescent
label site,

the second reactant being provided with a reaction site
for specific binding with the analyte, and a fluores-
cence recognition site for recognizing fluorescence
produced by the tluorescent label site of the first reac-
tant,

a binding product of the first reactant, the analyte, and
the second reactant being obtained from the reaction,
and

11) imparting the binding product to a surface of a support of

the carrier, whereby the first reactant and the second

reactant are respectively fixed to the surface of the sup-
port.

2. A process for producing a carrier for analysis of an
analyte as defined 1n claim 1 wherein, after the first reactant
and the second reactant have been respectively fixed to the
surface of the support, the analyte 1s removed from the bind-
ing product.

3. A process for producing a carrier for analysis of an
analyte as defined in claim 1 wherein the removal of the
analyte from the binding product 1s performed under condi-
tions such that the binding of the analyte 1s weakened.

4. A process for producing a carrier for analysis of an
analyte as defined in claim 1 wherein the analyte 1s removed
from the binding product by altering the pH or the concen-
tration of a salt.

5. A process for producing a carrier for analysis of an
analyte as defined 1 claim 1 wherein the surface of the
support 1s modified by the addition of a functional group by
one of a plasma process, an ozone process, an etching process
that uses an acid/an alkali, and a surface process that employs
a self-assembling film.

6. A process for producing a carrier for analysis of an
analyte as defined 1n claim 1 wherein the first reactant and the
second reactant are immobilized on the surface of the support
via a polymer layer after the polymer layer 1s formed on the
surface of the support.
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